DOCKET NO: IS PH -0590 PATENT 
Amendments to the Specification; 

On page 1, lines 15-23 , replace the original 
paragraph with the following corrected paragraph: 

--Saturated fatty acids are known to be the 
precursors of unsaturated fatty acids in higher 
organisms. However, the control mechanisms that govern 
the conversion of saturated fatty acids to unsaturated 
fatty acids are not well understood. The relative 
amounts of different fatty acids hao have an effect on 
the physical properties of membranes. Furthermore, 
regulation of unsaturated fatty acids is important 
because they play a role in cellular activity, metabolism 
and nuclear events that govern gene transcription - 

On page 12, lines 4-14, replace the original 
paragraph with the following corrected paragraph: 

--The specificity and sensitivity of antisense 4r& 
are also harnessed by those of skill in the art for 
therapeutic uses. Antisense oligonucleotides have been 
employed as therapeutic moieties in the treatment of 
disease states in animals and man. Antisense 
oligonucleotide drugs, including ribozymes, have been 
safely and effectively administered to humans and 
numerous clinical trials are presently underway. It is 
thus established that oligonucleotides can be useful 
therapeutic modalities that can be configured to be 
useful in treatment regimes for treatment of cells, 
tissues and animals, especially humans . - - 

On page 74, line 34 to page 75, line 2, replace the 
original paragraph with the following corrected 
paragraph : 
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Human neonatal dermal f ibroblaot — (NHDF) 
f ibroblasts (NHDFs ) were obtained from the Clonetics 
Corporation (Walkersville MD) . NHDFs were routinely 
maintained in Fibroblast Growth Medium (Clonetics 
Corporation, Walkersville MD) supplemented as recommended 
by the supplier. Cells were maintained for up to 10 
passages as recommended by the supplier. 

On page 76, lines 13-20, replace the original 
paragraph with the following corrected paragraph: 

--Primary mouse hepatocytes were prepared from CD-I 
mice purchased from Charles River Labs (Wilmington, MA) 
and were routinely cultured in Hcpatoytc Hepatocyte 
Attachment Media (Gibco) supplemented with 10% Fetal 
Bovine Serum (Gibco/Life Technologies, Gaithersburg, MD) , 
250nM dexamethasone (Sigma) , and lOnM bovine insulin 
(Sigma) . Cells were seeded into 96-well plates (Falcon- 
Primaria #3872) at a density of 10000 cells/well for use 
in RT-PCR analysis. -- 

On page 76, lines 28-35, replace the original 
paragraph with the following corrected paragraph: 

--When cells reached 80% confluency, they were 
treated with oligonucleotide. For cells grown in 96-well 

plates, wells were washed once with 200 jiL OPTI-MEM™-l 
reduced- serum medium (Gibco BRL) and then treated with 

130 |aL of OPTI-MEM™-l medium containing 3.75 fig/mL 

LIPOFECTIN™ reagent (Gibco BRL) and the desired 
concentration of oligonucleotide. After 4-7 hours of 
treatment, the medium was replaced with fresh medium. 
Cells were harvested 16-24 hours after oligonucleotide 
treatment . - - 
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On page 82, lines 23-35, replace the original 
paragraph with the following corrected paragraph: 

--PCR reagents were obtained from PE-Applied 
Biosystems, Foster City, CA. RT-PCR reactions were 

carried out by adding 2 5 uL PCR cocktail (Ix TAQMAN™ 

buffer A, 5.5 mM MgCl 2 / 3 00 uM each of dATP, dCTP and 

dGTP, 600 uM of dUTP, 100 nM each of forward primer, 
reverse primer, and probe, 20 Units RNAse inhibitor, 1.25 

Units AMPLITAQ GOLD™ reagent, and 12.5 Units MuLV reverse 

transcriptase) to 96 well plates containing 25 uL total 
RNA solution. The RT reaction was carried out by 
incubation for 30 minutes at 48°C. Following a 10 minute 

incubation at 95°C to activate the AMPLITAQ GOLD™ 
reagent, 40 cycles of a two-step PCR protocol were 

carried out: 95°C for 15 seconds (denaturat ion) followed 
by 60°C for 1.5 minutes (annealing/extension) .-- 

On page 83, lines 1-16, replace the original two 
paragraphs with the following corrected paragraphs: 

--Gene target quantities obtained by real time RT- 
PCR are normalized using either the expression level of 
GAPDH, a gene whose expression is constant, or by 
quantifying total RNA using RiboGreen™ reagent (Molecular 
Probes, Inc. Eugene, OR). GAPDH expression is quantified 
by real time RT-PCR, by being run simultaneously with the 
target, multiplexing, or separately. Total RNA is 
quantified using RiboGreen™ RNA quantification reagent 
from Molecular Probes. Methods of RNA quantification by 
RiboGreen™ reagent are taught in Jones, L.J., et al, 
Analytical Biochemistry, 1998, 265, 368-374. 

In this assay, 175 juL of RiboGreen™ working reagent 
(RiboGreen™ reagent diluted 1:2865 in lOmM Tris-HCl, 1 mM 
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EDTA, pH 7.5) is pipetted into a 96-well plate containing 
25uL purified, cellular RNA. The plate is read in a 
CytoFluor— 4000 instrument (PE Applied Biosystems) with 
excitation at 480nm and emission at 520nm.-- 

On page 84, lines 3-19, replace the original 
paragraph with the following corrected paragraph: 

--Eighteen hours after antisense treatment, cell 
monolayers were washed twice with cold PBS and lysed in 1 

mL RNAZOL™ reagent (TEL-TEST "B" Inc., Friendswood, TX) . 
Total RNA was prepared following manufacturer's 
recommended protocols. Twenty micrograms of total RNA 
was fractionated by electrophoresis through 1.2% agarose 
gels containing 1.1% formaldehyde using a MOPS buffer 
system (AMRESCO, Inc. Solon, OH) . RNA was transferred 

from the gel to HYB0ND™-N+ nylon membranes (Amersham 
Pharmacia Biotech, Pi sea t away , NJ) by overnight capillary 
transfer using a Northern/ Southern Transfer buffer system 
(TEL-TEST "B" Inc., Friendswood, TX) . RNA transfer was 
confirmed by UV visualization. Membranes were fixed by 

UV cross-linking using a STRATAL INKER™ UV Crosslinker 
2400 (Stratagene, Inc, La Jolla, CA) and then robed using 

QUICKHYB™ hybridization solution (Stratagene, La Jolla, 
CA) using manufacturer's recommendations for stringent 
conditions . - - 

On page 84 , lines 28-31 , replace the original 
paragraph with the following corrected paragraph: 
--Hybridized membranes were visualized and 

quant itated using a PHOS PHORI MAGER™ instrument and 

IMAGEQUANT™ Software V3 . 3 (Molecular Dynamics, Sunnyvale, 
CA) . Data was normalized to GAPDH levels in untreated 
controls . - - 
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On page 87, lines 14-24, replace the original 
paragraph with the following corrected paragraph: 

--Western blot analysis (immunoblot analysis) is 
carried out using standard methods. Cells are harvested 
16-20 h after oligonucleotide treatment, washed once with 
PBS, suspended in Laemmli buffer (100 ul/well) , boiled 
for 5 minutes and loaded on a 16% SDS-PAGE gel. Gels are 
run for 1.5 hours at 150 V, and transferred to membrane 
for western blotting. Appropriate primary antibody 
directed to stearoyl-CoA desaturase is used, with a 
radiolabelled or f luorescently labeled secondary antibody 
directed against the primary antibody species. Bands are 

visualized using a PHOSPHOR IMAGER™ instrument (Molecular 
Dynamics, Sunnyvale CA) 
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